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(57)Abstract: 

PURPOSE: To obtain an antifungal agent useful for improving mycosis by 
reducing the toxicity of a strong-toxic antifungal agent and giving a 
fungicidal selectivity thereto. 

CONSTITUTION: A bi-specific antibody exhibiting specificity to a fungus 
and to an antifungal agent is prepared and an antifungal immune complex 
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composed of the antibody immunologically bonded to the antifungal agent is 
provided. Thereby, the toxicity of a strong-toxic antifungal agent is reduced 
and the fungicidal selectivity thereof can be improved. 
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* NOTICES * 

JPO and NCIPI are not responsible for any 
damages caused by the use of this translation. 

1This document has been translated by computer. So the translation may 

not reflect the original precisely. 

2.**** shows the word which can not be translated. 

3.1n the drawings, any words are not translated. 



CLAIMS 



[Claim(s)] 

[Claim 1] The antibody whose one side of duplex singularity it is the hybrid 
monoclonal antibody which has duplex singularity, and is a thing [ as opposed 
to / to a fungus / an antifungal in another side ]. 

[Claim 2] The bispecific antibody according to claim 1 whose antifungal is a 
polyene system antibiotic. 

[Claim 3] The bispecific antibody according to claim 2 whose polyene system 
antibiotics are amphotericin B. [Claim 4] Antifungal immunity complex which 
makes an antibody according to claim 1 come to carry out immunity 
association of the antifungal. [Claim 5] Antifungal immunity complex 
according to claim 4 whose antifungal is a polyene system antibiotic. 
[Claim 6] Antifungal immunity complex according to claim 5 whose polyene 
system antibiotics are amphotericin B. 

[Claim 7] Poly dahoma which produces a hybrid monoclonal antibody 
according to claim 1. 



[Translation done.] 
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DETAILED DESCRIPTION 



[Detailed Description of the Invention] 
[0001] 

[Industrial Application] This invention relates to the hybrid monoclonal 
antibody which has duplex singularity. One side of duplex singularity is 
related with the poly dahoma with which another side produces the hybrid 
monoclonal antibody (it may be hereafter written as Hybrid MoAb) and it to 
the cell wall glycoprotein or polysaccharide of a fungus, especially a fungus 
to an antifungal in more detail. This invention makes a fungus combine 
specifically with the above-mentioned hybrid MoAb the antifungal immunity 
complex which comes to carry out immunity association of the antifungal 
again, and relates to the mycosis therapy agent which makes it possible to 
give a death-dealing operation to a fungus. 
[0002] 

[Description of the Prior Art] Generally the disease by the fungus is made 
inveterate and is in the inclination which this mycosis moreover increases by 
quickly in recent years. For example, many unions of the deep seated 
mycosis of the terminally ill patient of leukemia or cancer are reported to the 
transplant patient, the abundant chronic administration patient of an 
antibiotic or a steroid, the acquired immunode-ficiency syndrome patient, and 
the pan. Ketoconqzole and miconazole which are (1) imidazole derivative at 
these diseases, Full cytosine which is (2) fluoro pyrimidine derivative, And 
the amphotericin B (it may be hereafter written as APB) which is (3) polyene 
system antibiotic, trichomycin, nystatin, etc. are used. Although an imidazole 
derivative, a fluoro pyrimidine derivative, etc. which were mentioned to the 
above (1) and (2) were comparatively weakened by toxicity, a Tsuguaki 
change was caused in the cell membrane of a fungus, and APB which 
sufficient drug effect was not obtained and was mentioned above (3) showed 
antibacterial [ strong ] f but since toxicity was strong, it had the fault of being 
unable to perform extensive administration or long-term repetitive 
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administration. On the other hand, the complex of an anticancer antibody and 
an anticancer agent is produced as a drug which kills a cancer cell 
alternatively, and clinical application is being carried out as a ''missile therapy 
agent." An anticancer antibody combines with the tumor specific antigen on 
a cancer cell front face, and these complex says that an anticancer agent 
subsequently carries out the trauma of the target cancer cell, and brings 
about mitigation of a dramatic side effect, and enhancement of the 
anticancer effectiveness by efficient conveyance to the target tumor site of 
an anticancer agent production of the complex fixed [ two quality's ] to 
which the pharmacological activity of one drug falls by the approach of 
carrying out the chemical bond of the drug to an antibody about production 
of such anticancer-drug complex is difficult Or the drug which can carry out 
3 use is limited, etc. — there was a fault Then, the bispecific antibody which 
has a binding affinity to the both sides of a cancer cell and an anticancer 
agent was produced, and it became producible [ with high drug effect / the 
antibody-drug complex which was fixed with the advent of this antibody ]. 
[0003] 

[Problem(s) to be Solved by the Invention] Since toxicity is very strong, the 
toxicity of the antifungal which cannot use sufficient effective dose is 
mitigated, it is attenuated nature and the antifungal which removes [ the 
dissolution or ] a fungus is offered efficiently. 
[0004] 

[Means for Solving the Problem] In order that this invention persons might 
solve many above-mentioned problems in connection with an antifungal, they 
examined wholeheartedly the antifungal new type using the bispecific 
antibody which developed remarkably by advance of the latest protein joint 
technique or cytogamy technique, developed the antifungal-anti-drug 
bispecific antibody, and produced the high antibody-drug complex of very 
little drug effect of a side effect using it That is, this invention is the hybrid 
MoAb which has duplex singularity, and one side of duplex singularity 
receives an antifungal, It is related with the poly dahoma with which another 
side produces the bispecific antibody and it to target fungi (for example, cell 
wall glycoprotein of Monilia albicans (Candida albicans:CA) etc.). Moreover, 
this invention relates to this bispecific antibody at the mycosis therapy agent 
which comes to carry out immunity association of the antifungal, as the 
fungus in this invention — for example, (1) Coccidioides bacillus (an example 
— ) Coccidioides immitis etc. — etc. — Phycomycetes — ■ (2) Aspergillus sp. 
(an example, Aspergillusterreus, Aspergillus Fumigatus, Aspergillus nidulans, 
etc.), Ascomycotina, such as the Scopulariopsis bacilli (an example, 
Scopulariopsis blochii, etc.), (3) Cryptococcus bacillus (an example, 
Cryptococcus neoformans, etc.), the Candida bacilli (an example, Candida 
albicaus, etc.) and a Trichosporon bacillus (an example — ) Trichosporon 
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beigelii etc. — etc. — the Cryptococcaceae bacillus and Moniliaceae bacillus 
cutaneum and Trichosporon (an example — ) Sporotrichum schenckii, 
Dematiaceae bacilli, such as Acremonium , potronii and Blastmyces (an 
example — ) dermatitidis and Blastmyces brasiliensis and Histoplasma 
capsulatum Hormodendrum pedrosoi etc. — etc. — fungi imperfect! — (4) 
Microsporum (an example, Microsporumaudouinii, Microsporum canis, 
Microsporum gypseum, etc.), Trichophyton (an example ~) Trichophyton 
mentagrophytes, Trichophyton interdigitale, Trichophyton pedis, Trichophyton 
rubrum, Trichophyton coccineum, Epidermophyton, such as 
Trichophytonschoenleinii, Trichophyton ferrugineum, and Trichophyton , 
violaceum and Trichophyton (an example — ) concentricum Epidermophyton 
floccosum etc. — etc., although the fungus which shows virulence to 
mammalians (an example, a mouse, a rat, a cat, a rabbit, a dog, Buta, a horse, 
a cow, an ape, Homo sapiens, etc.), such as a dermatophyte, is mentioned 
Even inside Fungi imperfecti are desirable and the Cryptococcaceae bacillus 
is still more desirable, The Candida bacillus (preferably Candida albicans) is 
especially used preferably. 

[0005] As an antifungal used by this invention, as a typical thing, for example 
(1) Griseofulvin, polyene system antibiotic (an example, nystatin, 
amphotericin B, trichomycin, pimaricin, etc.), variotin, SHIKANIN, pyrrole nit 
phosphorus, and an EKINO can gin-AKUREASHIN group antibiotic (an 
example — ) EKINO can gin B, AKUREASHINA, etc. and a PAPURA can gin 
group antibiotic (an example — ) antibiotics [, such as AMUBURUCHISHIN, ], 
such as PAPURA can gin B, and (2) stilbamidine system compound (an 
example — ) stilbamidine isethionate, 2-hydroxystilbamidine isethionate, etc., 
A JIAMUTAZORU system compound (an example, diamthazole 
dihydrochloride, etc.), An alkyloxy Benz amide system compound (an example, 
2-n-hexyloxy Benz amide, etc.), the Benz imidazole system compounds (an 
example, KURORU imidazole, etc.) and a thio carbamic acid system 
compound (an example — ) 3-iodine propargyl system compounds (an 
example — ), such as tolnaftate and a TORUSHI crate fluoro pyridine system 
compounds (an example — ), such as Ha ROPUROGIN and MECHIOJIN 
omega-iodine acetylene nature fatty-acid system compounds (an example 
— ), such as full cytosine an imidazoles system compound (an example — ), 
such as phenyl-1Hodo-10-undecynoate Clotrimazole, Ml Kona ZORU, 
econazole, isoconazole, sulconazole, BUTOKONAZORU, CHI OKONAZORU, 
bifonazole, cloconazole, oxiconazole, ketoconazole, etc., An N-hydroxy 
pyridone system compound (an example, cyclo PIROKI SOL amine, etc.), A 
triazole compound (an example, TAKONAZORU, ICI 153, 066, BIBUNAZORU, 
fluconazole, itraconazole, etc.), Allylamine system compounds (an example, a 
NAFUCHI fin, TABINA fin, etc.), Although synthetic compounds, such as 
triiodo allyl compound system compounds (an example, ME-1207, etc.), etc. 
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are mentioned, a polyene system antibiotic is ** especially. Better 

[0006] Although tetraene antibiotics (an example, amphotericin A r etc.), pen 
TAEN antibiotics (an example, pimaricin, pentamycin, etc.), hexa en 
antibiotics (an example, nystatin, etc.), hepta-en antibiotics (an example, 
amphotericin B, the candicidin, peri mycin, HAAMAISHIN, trichomycin, etc.), 
etc. are raised as a polyene system antibiotic used for this invention It is a 
hepta-en antibiotic preferably, Amphotericin B (preferably amphotericin B) is 
used preferably especially., Amphotericin B contains amphotericin B, its 
derivative, and these salts here, as the derivative of amphotericin B — for 
example, a (1) N-alkyl derivative (an example — ) metaphosin, etaphosin, 
propamphosin, and butamphosin It al(s) and Antibiotiki(s) (Moscow), etc. — 
[Kasumov and Kh.M.et. — 29 (7), 513(1984)] or N and N r N-trimethyl 
amphotericin B, etc., N-acyl derivatives (an example, N-acetyl amphotericin 
B, etc.) and O-silyl derivative (an example — ) 13, 14-Anh Hydronalium 
amphotericin B [the EP public presentation No. 350164 official report] etc., 
N-friend NOR Sill derivative (an example, N-glycyl amphotericin B f N-lysyl 
amphotericin B, N-D-ORUNI chill amphotericin B, etc.), N-alkyl aminoacyl 
derivative (example, N, and N-dimethyl glycyl amphotericin B etc.), An 
enamine derivative, An amidine derivative etc. Or N-thio propionyl 
amphotericin B, N— full KUTOSHI The (2) above-mentioned derivatives, such 
as the RUAMUHOTE lysine B, N-glucosyl amphotericin B, and 1 -(dimethyl 
AMINOPU ROPIRU)-3-ethyl carbodiimide amphotericin B Or the ester 
(amphotericin B methyl ester an example, which alkyl ester, etc.) of 
amphotericin B etc. is raised. Moreover, as these salts, Na salt, a HCI salt, 
N-methyl glucamine salt, etc. are raised. 

[0007] If in charge of hybrid MoAb production which has the duplex 
singularity of this invention Although the monoclonal antibody production 
hybridoma to an antifungal is used as one of the raw materials This 
hybridoma, For example, an anti-APB monoclonal antibody production 
hybridoma is produced by the following approach., APB (refer to the following 
type (I)) or its derivative is first inoculated into an animal, and production of 
an anti-APB antibody is urged, in this case, having usually used APB or its 
derivative as immunogen as it was — if — since the antibody production of a 
high potency cannot be caused, it combines with the cow serum albumin (it 
may be hereafter written as BSA) which is carriea protein, keyhole limpet 
hemocyanin (it may be hereafter written as KLH), or thyroglobulin through 
the carboxyl group or amino group which APB has — making — immunogen 
****** — it uses. 
[Formula 1] 
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Amphotericin B (m.w. 924) 



As an immune animal, although the mammals, for example, a rabbit, a rat, a 
mouse, a guinea pig, etc. are generally used, it is MoAb. In manufacture, a 
mouse is used especially preferably. That what is necessary is just to follow 
the approach usually enforced as the inoculation approach, 10~25microg is 
preferably emulsified by the physiological saline and Freund's complete 
adjuvant of the amount (0.1ml) of isochore, and 1 time 1-100microg and the 
approach of inoculating into intraperitoneal [ of regions of back and an 
abdomen / hypodermically or intraperitoneal ] 3 to 6 times every 2-3 weeks 
are taken by the mouse. 

[0008] An individual with high antibody titer is chosen from these immune 
animals, for example, a mouse, a spleen and/, or lymph gland is extracted 
three - five days after the last immunity, and the antibody forming cell 
contained in them is united with a myeloma cell. Although fusion actuation 
can be carried out according to a known approach and a polyethylene glycol 
(it may be hereafter written as PEG), Sendai Virus, etc. are mentioned as a 
fusion accelerator, PEG is used preferably. Especially as a myeloma cell, 
P3U1 is preferably used for NS~1, P3U1, SP2/0, etc. For example, the 
desirable ratios of a spleen cell and a myeloma cell are 1:1-10:1, and are 
good for PEG of molecular weight 1,000-9,000 to be added by this by 10 - 
80% of concentration, and for 20-37 degrees C to incubate at 30-37 degrees 
C preferably for 3 to 1 0 minutes. Various approaches can be used for 
screening of an anthAPB mouse monoclonal antibody production hybridoma. 
For example, APB which combined the human serum albumin (it may be 
hereafter written as HSA) is made to stick to a microplate, and a solid 
phase-ized antigen is produced. Subsequently, a hybridoma culture 
supernatant is added to these antigen sensitization microplates, and the 
antibody titer in a culture supernatant is measured with the enzyme 
immunoassay (it may be hereafter written as EIA) detected by the 
anthmouse immunoglobulin antibody which carried out the horseradish 
peroxidase (it may be hereafter written as HRP) indicator of the anti-APB 
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specific antibody combined with the plate. Although cloning is immediately 
presented with the hybridoma of the sorting and the antibody activity 
positivity by which the breeding was carried out in a HAT (hypoxanthine 
aminopterin thymidine) addition culture medium, this is usually easily carried 
out by limiting dilution etc. The antibody titer of the cloned hybridoma 
culture supernatant can be measured by the above-mentioned approach, the 
hybridoma which produces an antibody with a stably high potency can be 
chosen, and the monoclonal anti-APB specific antibody production 
hybridoma made into the purpose can be acquired. The mouse hybridoma 
ATB 1-114 shown in the below-mentioned example 1 as an example of the 
anti-APB mouse monoclonal antibody (IgG1 f kappa chain) production 
hybridoma produced according to the above manufacturing methods is 
mentioned. On the other hand, the antifungal monoclonal antibody production 
hybridoma which is one of the raw materials is produced by the following 
approach. 

[0009] As an antigen of the fungus made into a target, it is the 
cause-of-a-disease bacillus of candidiasis, for example. The cell wall 
glycoprotein or polysaccharide (mannan) of the heating killed bacteria of 
Candidaalbicans (it may be hereafter written as CA), or formalin processing 
killed bacteria itself or these killed bacteria is used. The latter mannan 
antigen is refined according to a well-known approach, and is usually 
prepared by [A.Cassonerjournal OBU medical treatment microbiology 
(J.Med.Microbiol.) and 27,233 (1988)] and the following approach. 1) Carry out 
autoclave processing of the fungus body (CA) (120 degrees C, 90 minutes), 
and it is the centrifugal separation back, The Fehling's solution is added to 
digestive liquor. 2) It is the extraction back by centrifugal separation 
actuation about the obtained precipitate, A hydrochloric acid is added, and it 
dissolves and adds to methanol acetic-acid mixture. 3) Add and wash a 
methanol to dregs after centrifugal separation. Furthermore centrifugal 
separation is carried out, the little ether is added to dregs, and it is air-dry at 
a room temperature. It sets to the immunity actuation to a mouse, and, in the 
case of heating killed bacteria or formalin processing killed bacteria, they are 
106-108 pieces/animal at once, for example, Preferably, 0.5 to 2x107 pieces 
are suspended in the phosphoric-acid salt buffer solution (it may be written 
as the following and PBS), and the approach of inoculating 3 to 8 times every 
2-3 weeks is taken. Immunity of a mannan antigen is carried out like the case 
of the APB-carriea protein complex mentioned above. Hereafter, fusion 
actuation with the antibody forming cell and myeloma cell which were 
extracted from these immune animals can be carried out like the approach 
which described APB. 

[0010] Various approaches can be used for screening of an antifungal 
monoclonal antibody production hybridoma. For example, what scattered 
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heating killed bacteria or formalin processing killed bacteria to the microplate, 
and was fixed with formalin after desiccation by 45 degrees C is used as a 
solid phase antigen. Or the method of carrying out sensitization of the 
mannan antigen obtained by the above-mentioned approach to a microplate 
by 10-100microg [/ml ] concentration, and acquiring antigen solid phase is 
also used. A hybridoma culture supernatant is added to the antigen 
sensitization microplate produced as mentioned above, and the antibody titer 
in a culture supernatant is measured by EIA which detects the antifungal 
antibody combined with the plate by the 2nd antibody of a HRP indicator. 
Cloning is immediately presented with the hybridoma of an antibody activity 
positivity by the above-mentioned approach, and it can acquire the 
monoclonal antibody production hybridoma which has a binding affinity in a 
fungus. The mouse hybridoma CA 3-2-12 shown in the below-mentioned 
example 2 as an example of the antifungal mouse monoclonal antibody (IgG1, 
kappa chain) production hybridoma produced according to the above 
manufacturing methods is mentioned. 

[001 1] There are some approaches in producing the hybrid MoAb which has 
the duplex singularity of this invention. One is a chemical approach and it 
carries out covalent bond of antifungal unique MoAb and the MoAb to an 
antifungal in this case. Moreover, the cell fusion of two sorts of hybridomas 
which produce antifungal unique MoAb and MoAb to an antifungal as an 
exception method, respectively is carried out, and there is the approach of 
producing hybrid hybridomas (an example, tetra-OMA, etc.) and producing 
the target bispecific antibody. As a means to obtain the antibody of the high 
fixed quality with sufficient yield in large quantities, the latter hybrid 
hybridoma method is used preferably. In order to combine two sorts of 
MoAb(s) chemically, the substituent which exists in an antibody molecule, for 
example, the amino group, a carboxyl group, hydroxyl, or a sulfhydryl group 
can be used. The reactant amino group of (1) one antibody, and the reactant 
carboxyl group of another side For example, the example of water-soluble 
carbodiimide reagent [, 1 -ethyl -3 -(3-dimethylaminopropyl)- A carbodiimide, 
1-cyclohexyl -3 -(2- morpholino ethyl)- Carry out dehydration condensation 
in an aquosity solvent using], such as carbodiimide-p-toluene sulfonate. (2) 
— on the other hand, the reactant amino group of an antibody — 
N-HIDOROKI the example of activity ester [of CISC SHIMIDO — 
p-maleimide methylcyclohexane -1 - After making it react with], such as 
carboxyl-N-hydroxy SUKUSHIMIDO ester and N-(epsilon-maleimide 
KAPURO yloxy) SUKUSHIMIDO ester, and maleimide-izing, i) The antibody 
which returned the antibody of another side by dithiothreitol (it may be 
hereafter written as DTT), Or it is N-SUKUSHIMIJIRU-3-(2-pyridyl dithio) 
PU to the antibody of ii another side. ROPIONETO The antibody which 
introduced the sulfhydryl group with (it may be hereafter written as SPDP), 
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Or carry out thioether association of the antibody of iii another side with the 
sulfhydryl group of the Fab' fraction obtained by carrying out pepsin digestion 
post reduction. (3) Two sorts of reactivity of both antibody Combine the 
amino group using dialdehyde reagents, such as succindialdehyde and 
glutaraldehyde. (4) It is SURUFU at reduction or SPDP in DTT about two 
sorts of antibodies. A HIDORIRU radical is introduced. (5) 2 sort antibody 
which produces a heterodimer by reoxidation It reoxidates, after carrying out 
pepsin digestion post reduction for each and considering as Fab', and it is a 
Fab' hetero die. There is the approach of producing MA. MUNOROJI 
(J.Immunol.) moreover, various these approaches are combined — the ** 
which does not spoil two sorts of antibody activity as much as possible — 
efficient — target hetero DAIME — the report which produces a rucksack 
bispecific antibody — it is — [ — M.J.GIennie:journal OBU I [ ] — 139, 
2367(1987); Kitagawa Tsunehiro: Organic synthesis Chemistry and 
42,283(1984)], It can use for production of the duplex singularity hybrid MoAb 
of this invention. After the above ligation reaction termination and a 
bispecific antibody connective are sephadex G 100 or G200, sepharose 6B or 
4B f and URUTOROGERU. It can refine or isolate preparatively with gel 
filtration chromatography, such as AcA44 or 34, and sephacryl S200. Or an 
alternative aliquot is also possible by combining the affinity chromatography 
using an antigen joint column. 

[0012] There is some technique in production of the hybrid hybridoma which 
produces the hybrid monoclonal antibody which has the duplex singularity of 
this invention. The example of [, Yoji Niimoto et al.:], such as protein, a 
nucleic acid and an enzyme, and 33,217 (1988), although which approach may 
be used, for example The culture medium of 5-bromodeoxyuridine (it may be 
hereafter written as BrdU) addition is made to acclimate gradually the 
hybridoma which produces MoAb to the antifungal of the HAT resistance of 
which ** above was done, a thymidine kinase deficit stock is cloned, and it 
considers as HAT susceptibility. Let the antifungal unique MoAb production 
hybridoma of HAT resistance similarly be 8-azaguanine (for it to be hereafter 
written as AZG) resistance, A 

hypoxanthine-guanine-phosphoribosyhtransferase deficit stock is cloned, 
and it considers as HAT susceptibility. Tetra-OMA obtained by uniting both 
according to a conventional method by the HAT addition culture medium 
Subsequently, after sorting, Clone tetra-OMA which secretes the hybrid 
MoAb which has a binding affinity in both fungus and antifungal. An antifungal 
unique MoAb production hybridoma ** A fluorescein isothiocyanate An 
indicator is carried out with (it may be hereafter written as FITC), and both 
are united for the hybridoma which produces MoAb to another antifungal 
after an indicator according to a conventional method by tetramethyl 
RODAMIN isothiocyanate (it may be hereafter written as TRITC). A 
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fluorescein bitter taste tee bay TIDDO cell sorter (it may be hereafter 
written as FACS) is presented with the obtained cell suspension, and the 
approach of sorting out and cloning tetra-OMA which has the fluorescence 
of the green of FITC and the red of TRITC in coincidence is mentioned. 
Moreover, it is also possible to completely use the marker of a parents stock, 
making it reverse, and to sort out and clone tetra-OMA. if in charge of the 
cell fusion in these actuation — fusion accelerators, such as Sendai Virus 
and PEG, — or approaches, such as electrical stimulation, are used. Although 
PEG is used preferably and that example is given to below, of course, it is 
not limited to this approach. That is, PEG(s), such as about 10 - 80% of 
molecular weight about 1,000 to 9,000 concentration etc., are used, and 
although the processing times are about 0.5 - 30 minutes, as an example of 
desirable conditions, for about 4-10 minutes, about 35 - 55% of PEG6.000 
can be contacted into a cell, and can be efficiently united at 37 degrees C. 
[0013] Although selection of poly dahoma (an example, tetra-OMA, etc.) can 
be carried out by the above-mentioned HAT addition culture medium etc., for 
this reason, each drug tolerance stock is acquired by the drugs acclimating 
methods, such as 8-AZG, 6-thioguanine (6-TG), or 5-BrdU. Moreover, 
various selective media are used by installation to the new syncytium of a 
marker. As such an example, a neomycin, a hygromycin B addition culture 
medium, etc. are mentioned [B.Sugden:molecular - and - cellular biology 
(Mol.Cell.Biol.) and 5,410 (1985)]. [LKarawajew et al. whom the approach of 
carrying out sorting of the hybrid hybridoma by which united the hybridoma 
which carried out the indicator by different fluorochrome as furthermore 
described above, and the double labelling was carried out by FACS also has: 
Journal OBU immuno logical MESOZZU (J. Immunol. Methods), 96,265(1987)]. 
Various approaches can be used for screening of hybrid MoAb production 
poly dahoma. For example, concomitant use of EIA for screening of the 
antifungal unique monoclonal antibody production hybridoma which carried 
out 1 above-mentioned, and the hybridoma which produces the monoclonal 
antibody to an antifungal, 2) **********-ed is added to the microplate which 
combined the glycoprotein or polysaccharide of a fungus or the fungus origin. 
Next, EIA for the hybrid monoclonal antibody detection which adds the 
antifungal-HSA complex which carried out the HRP indicator, and has duplex 
singularity, Or when using the mouse monoclonal antibody to the antifungal 
belonging to a different subclass from an antifungal unique mouse monoclonal 
antibody 3) **********-ed is added to the glycoprotein or the 
polysaccharide joint microplate of a fungus or the fungus origin. Next, it can 
use, combining suitably EIA which adds this anti-mouse IgG subclass specific 
antibody that carried out the HRP indicator, and detects a duplex singularity 
monoclonal antibody, the strange method of these, etc. 
[0014] Although cloning is immediately presented with the poly dahoma of a 
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hybrid MoAb activity positivity, this is usually easily carried out by limiting 
dilution etc. About the culture supernatant of the cloned poly dahoma, the 
monoclonal hybrid MoAb production poly dahoma made into the purpose is 
acquirable by measuring the antibody titer by the above-mentioned 
approach, and choosing the poly dahoma which produces an antibody with a 
stably high potency. Culture of the poly dahoma of above-mentioned this 
invention can usually be carried out by the well-known approach by 
intraperitoneal [ of an animal ] (for example, intraperitoneal [ of mammalians, 
such as a mouse, ]) among a liquid medium. It can do by using combining a 
well-known biochemical model about purification of culture medium and an 
antinode underwater antibody. For example, centrifugal separation of cell 
culture liquid or the ascites is carried out, supernatant liquid is taken out, 
and a salting-out (an ammonium sulfate or a sodium sulfate is usually used) 
is carried out. The obtained protein precipitate can be dissolved in a suitable 
solution, the column chromatographies after dialysis (an ion exchange 
column, a gel-filtration column, a protein A column, hydroxyapatite column, 
etc.) can be given, and separation purification of the target antibody can be 
carried out By the above separation purification actuation, about 1-5mg of 
hybrids MoAb of 80% or more of purity can be obtained from a 11. culture 
supernatant by the protein weight ratio. Moreover, 3-1 Omg of same 
antibodies is obtained from antinode water of 20 ml. The hybrid MoAb which 
has the duplex singularity acquired as mentioned above is uniform as protein, 
and mammalian can be medicated with it like a well-known immunoglobulin 
manufacture at insurance. Moreover, by proteolytic enzyme processings 
(pepsin etc.) etc., F(ab')2 fragment holding the binding affinity to a fungus and 
an antifungal etc. can be obtained, and these can be used for the same 
purpose as the hybrid MoAb of this invention. Tetra-OMA ACT 1-1.18 shown 
in the below-mentioned example 3 as an example of the hybrid antibody 
production poly dahoma produced according to the above manufacturing 
methods is mentioned. In addition, although the example of tetra-OMA of an 
antifungal unique MoAb production hybridoma and the hybridoma which 
produces MoAb to an antifungal was given as poly dahoma which produces 
the hybrid MoAb of this invention The cell which produces TORIOMA or each 
MoAb of the hybridoma which produces one MoAb, and the cell which 
produces MoAb of another side by an Epstein-Barr virus etc. After 
immortality-izing, If the hybrid MoAb of this invention is produced even if it is 
the hybridoma obtained by carrying out cell fusion, it can use for the same 
purpose as above-mentioned tetra-OMA. Moreover, these poly dahoma is 
Mouse IgG. In producing MoAb DNA which carries out the code of the 
variable region or hypervariable region containing the antigen recognition site 
of this duplex singularity hybrid MoAb is acquired, this — genetic 
manipulation technical [Z.Steplewski et al. — proceedings OBU National 



10/19 



JP,05-199894,A [DETAILED DESCRIPTION] 



http://vvw4JpdI.ncipi.go.jp/cgi-bin/tran^web_cgLejje 



academy Science U.S.A. (Proc.Natl.Acad.Sci.USA) — Homo sapiens's IgG 
constant region and the gene which carries out the code of the framework 
region further can be combined using 85 and 4852(1988)], and a 
mouse-Homo sapiens chimeric antibody or a Homo sapiens mold-ized 
antibody can also be produced. On the occasion of administration to Homo 
sapiens, since antigenic is small, this chimeric antibody is used 
advantageously. 

[001 5] Some approaches are used in the mycosis cure using the alternative 
antifungal immunity complex produced from the duplex singularity hybrid 
MoAb of this invention, or an antifungal and this duplex singularity hybrid 
MoAb. for example, a mycosis patient is beforehand medicated with the 
hybrid MoAb of 1 this invention an antifungal (for example, APB) is 
prescribed for the patient after sufficient time amount progress in order to 
make it combine with the fungus increased in a patient body — a mycosis 
patient is medicated with the 2 this hybrid MoAb and an antifungal at 
coincidence. 3 [ or ] — beforehand — this hybrid A mycosis patient is 
medicated with the alternative antifungal immunity complex which MoAb and 
an antifungal were made to react and was obtained after separating an 
unreacted antifungal, etc. — an approach is mentioned. Furthermore, the 
antifungal immunity complex of this invention may be used combining two or 
more (for example, an antifungal anti-APB hybrid MoAb-APB immune 
complex and an antifungal anti-full cytosine hybrid MoAb-full cytosine 
immune complex) sorts, and may use together one sort or two sorts or more 
of toxic low antifungals, and the antifungal immunity complex of this 
inventions (an example, full cytosine, etc.). The antifungal immunity complex 
containing the hybrid MoAb of this invention After the filtration disinfection 
actuation by welhknown approach, for example, membrane filter etc., etc., 
mix with itself or the proper support which may be permitted in 
pharmacology, an excipient, a diluent, etc. as occasion demands, and it 
pharmaceutical-preparation-izes as injections etc. Mammalians (an example, 
a mouse, a rat, a cat, a rabbit, a dog, Buta, a horse, a cow, an ape, Homo 
sapiens, etc.) can be medicated, for example, it can use for the therapy of 
candidiasis, cryptococcosis, aspergillosis, or MUKORU ** (preferably 
candidiasis). 

[0016] When carrying out vein administration, it is preferably good [ the dose 
of the antifungal immunity complex of this invention / about one to 100 
mg/kg / asmg / about 2~30 / / kg, and an antifungal ] for the adult patient 
of candidiasis per day, although it changes with the target disease, a 
symptom, or administration roots as a hybrid MoAb to prescribe a medicine 
for the patient so that it may become about 0.04 to 0.5 mg/kg preferably 
about 0.02 to 1.5 mg/kg per [ APB ] day, for example. By using as mentioned 
above, the antifungal immunity complex of this invention neutralizes the side 
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effect of a compound that it has an antifungal, especially strong toxicity like 
APB combinable specifically to a target fungus, by immunity association with 
it and the hybrid antibody which reacts, and offers the fungus remedy with 
the extremely excellent fungus singularity from which a fungus can be 
dissolved or removed efficiently. Thus, that the powerful antifungal activity 
which APB has is demonstrated specifically in a target site, and the toxicity 
is moreover completely neutralized before target site attainment is the 
property which it was at the time compared with the conventional 
chemotherapic drug. Conventionally, since a bigger curative effect can be 
mentioned with a smaller dose, since toxicity is very strong, by using 
together with the hybrid MoAb of this invention the antifungal which could 
not use sufficient effective dose, the toxicity is mitigated sharply and the 
alternative fungus trauma by this antifungal becomes possible. 
[0017] 

[Example] Although the example of reference and an example explain this 
invention concretely below, it cannot be overemphasized that it is not that to 
which these restrict the range of this invention. In addition, deposition is 
performed as the animal cell used in the example of reference and the 
example is shown in the following [table 1]. 
[Table 1] 

** Object ** ** (IFO) (FRI) IFO No. FERM 

No. mouse hybridoma ATB 1-114 50253 

3069 Mouse hybridoma CA 3-2-12 50252 3070 Mouse hybrid hybridoma ACT 

1-1.18 50343 12365 IFO: Institute for 

Fermentation, Osaka FRI (Osaka): Ministry of International Trade and' 
Industry Agency of Industrial Science and Technology Fermentation 
Research Institute [0018] Example 1 of reference APB maleimide-ized by 
preparation N- (gamma-maleimidebutyloxy SAKUSHINIMIDO) (it may be 
hereafter written as GMBS) of the EIA(1) solid-phase antigen for 
anti-amphotericin B antibody measurement was added to HSA which carried 
out qualification reduction by SPDP and DTT beforehand, and APB-HSA 
complex was produced. 7.6 APB molecules per one mol of HSA were 
introduced. G-sephadex 25 column removed unreacted APB and an 
unreacted reaction reagent, subsequently to 96 hole microplate, this 
50microg [/ml ] protein complex was added at a rate of 100microl / well, and 
the solid phase antigen was prepared. 

(2) 100micro of assay ****** mouse hybridoma culture supernatants I was 
added on the above-mentioned antigen sensitization plate, and it was made 
to react at a room temperature for 2 hours. The HRP indicator rabbit 
anti-mouse IgG antibody was fully added for the plate after washing 0.05% 
with the Tween 20 content 20mM phosphoric-acid salt buffer solution (an 
abridged notation is carried out to PBS-Tw below pH7.3;), and it was made 
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to react at a room temperature further for 2 hours, the 0.1 M citrate buffer 
solution which contains an ORUSO phenylenediamine and H202 as an 
enzyme substrate after washing — each — in addition to the well, the 
enzyme reaction was carried out at the room temperature. The amount of 
coloring coloring matter was measured on the wavelength of 492nm after the 
reaction halt using the multi-scan (flow company make) with 1-N sulfuric 
acid. 

[0019] Example 2 of reference The fungus body of the preparation CA of the 
EIA(1) solid-phase antigen for antifungal antibody measurement was added 
after autoclave processing (120 degrees C, 90 minutes), stirring the Fehling's 
solution to digestive liquor. 3N-hydrochloric acid was added to the obtained 
dregs, and it was dropped at methanol-acetic-acid (8:1) mixture after the 
dissolution. CA cell wall origin mannan antigen was acquired by a methanols 
washing dregs several times after centrifugal separation, and removing small 
quantity, in addition a methanol and carrying out sensitization of the ether at 
a room temperature further. This 100microg [/ml ] mannan antigen liquid was 
added at a rate of 100microl / well to 96 hole microplate, and the solid phase 
antigen was prepared. 

(2) example of the assay method reference 1- according to the approach of 
a publication, it carried out to (2). 

[0020] Example 3 of reference Preparation of the EIA(1) labelled antigen for 
anti-APB-antifungal bispecific antibody measurement The APB-HSA 
complex produced by example of reference 1-(1) was biotinHzed using biotin 
activation ester (vector company make), and EIA was presented. 
(2) example of the assay method reference 2- mannan antigen sensitization 
Ma who produced by (1) 100micro of bispecific antibody content test liquids I 
was added on the IKURO plate, and it was made to react to it at a room 
temperature for 2 hours. The biotin-ized APB-HSA complex produced after 
washing a plate (1) was added by PBS-Tw, and it was made to react at a 
room temperature for 1 hour. Furthermore, the after [ washing ] and avidin 
indicator HRP was fully added by PBS-Tw, and the plate was made to react 
at a room temperature for 1 hour. The enzyme activity combined with solid 
phase was measured by the approach of a publication to example of 
reference 1-(2). 

[0021] Example 4 of reference The mannan antigen prepared by example of 
production reference 2-(1) of a mannan column was oxidized and cleft by 
sodium periodate, and the produced aldehyde group was reacted and 
combined with the amino group of EAH-sepharose 4B (Pharmacia 
manufacture). Subsequently, it returned with cyano ** boron sodium, and 
mannan joint sepharose was produced. 

[0022] example 1 APB 1.8mg maleimide-ized by the preparation GMBS of the 
production (1) immunogen of a mouse anti-APB antibody production 
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hybridoma is added to BSA 10mg beforehand sulfhydryHzed by SPDP and 
DTT •— the overnight reaction was carried out at 5 degree C. When the 
amount of APB association was measured by ultraviolet absorption 
spectrometry after purification in G-sephadex 25 column, 6,8 APB molecules 
per one mol of BSAs were introduced. 

(2) ** The equivalent Freund's complete adjuvant was added to the ** 
APB-BSA 1mg [/ml ] complex physiological saline solution, and the regions 
of back of a mouse (0.1 mg / 0.2ml / mouse) and the immunity of an abdomen 
hypodermically were started, the Freund's incomplete adjuvant of 
equivalence [ booster / immunogen ] — in addition, it inoculated 4 times and 
carried out every two to three weeks. Ten days after [ 4 times of] the 
booster, the same APB-BSA complex (200micro g/0.1ml physiological saline 
/ mouse) was administered intravenously about the individual which showed 
the greatest blood serum antibody titer in EIA of a publication to the example 
1 of reference. 

(3) The spleen was extracted in three days after the cell fusion last 
immunity, and spleen cell suspension was prepared with the conventional 
method (about 108 pieces). Subsequently, 2x107 mouse myeloma cells 
(P3U1) were added, and cell fusion was presented according to the approach 
[Nature (Nature) and 256,495 (1975)] of Kohler and Milstein using PEG6000. 
After fusion termination, cell mixture was suspended in the so-called HAT 
medium containing hypoxanthine aminopterin and thymidine, and was 
cultivated for ten days. Henceforth, as soon as selection of a parent cell was 
completed, henceforth it replaced with HT culture medium excluding 
aminopterin from the HAT medium, and culture was continued. 

(4) The hybridoma culture supernatant was extracted about the well as which 
selection of a hybridoma and cloning cell proliferation were regarded, and 
antibody titer was measured for the example 1 of reference in EIA of a 
publication. Cloning by limiting dilution was carried out about the hybridoma 
which produces the strong antibody of especially a binding affinity, and the 
anti-APB monoclonal antibody production mouse hybridoma ATB 1-114 was 
obtained. The subclass of the antibody which this hybridoma produces was 
IgG1 (kappa chain). 

(5) The 107 mice [/animal ] hybridoma ATB 1-114 was injected 
intraperitoneal^ to the hybrid nude mouse (Jcl:AF-nu) which injected the 
****** 0.5ml mineral oil of an antibody intraperitoneal^. Since storage of 
ascites was seen ten to 20 days after abbreviation, it was extracted, and it 
salted out with the saturation ammonium sulfate 45%, and the IgG fraction 
was obtained. The protein A column was presented after dialysis by PBS 
(pH7.5), it was eluted with the glycine and the hydrochloric-acid buffer 
solution of pH2.9, and the purification antibody was obtained. About 34mg 
anti-APB unique mouse MoAb ATB 1-114 was acquired from 10ml of 
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ascites. (6) EIA given [ the culture supernatant of the mouse hybridoma ATB 
1-1 14 acquired by the description (1) above (4) of an antibody ] in the 
example 1 of reference was presented, and the antibody dilution curve was 
produced. The obtained result was as having been shown in drawing 1 . 
Consequently, the antibody ATB 1-114 showed the strong binding affinity to 
APB also in the resistor concentration diluted to 3,000 or more times. 
(7) At APB (25microg/(ml)) and the room temperature of isolation, the 
culture supernatant of the mouse hybridoma ATB 1-114 acquired by the 
description (2) above (4) of an antibody was made to react for 1 hour, and, 
subsequently to EIA given [ the mixture ] in the example 1 of reference, was 
offered. The obtained result was as having been shown in drawing 1 . 
Consequently, the competitive coupling inhibition by APB of isolation was 
v seen, and it was shown that the above-mentioned antibody ATB 1—114 is 
specific to APB. 

[0023] Example 2 Two sorts of antigens, heating killed bacteria and a mannan 
antigen, were used as- preparation immunogen of the production (1) 
immunogen of an antifungal antibody production hybridoma. Heating killed 
bacteria was produced by washing the fungus body of CA with a physiological 
saline after 2-hour processing at 100 degrees C. The mannan antigen was 
produced by the approach shown in example of reference 2-(1). 

(2) ** The equivalent Freund's complete adjuvant was added to 108 ****** 
killed bacteria / mlPBS suspension, and immunity was carried out to 
hypodermically [ of a mouse (107 piece / 0.2ml / mouse) / the regions of 
back and hypodermically / abdomen ]. Immunity of the heating killed bacteria 
of tales doses was carried out with the Freund's incomplete adjuvant after 
three weeks. Subsequently, it is two-week spacing and immunity of the 
mannan antigen OOOmicro g/0.2ml / mouse) suspended in the equivalent 
Freund's incomplete adjuvant was carried out 2 to 3 times. Ten days after, it 
is shown in the example 2 of reference. About the individual which showed 
the blood serum antibody titer greatest by ** EIA, the same mannan antigen 
liquid (g/0.1ml of 10 0 micro, mouse) was administered intravenously. 

(3) According to the approach of a publication, it carried out to cell fusion 
example 1-(3). 

(4) EIA selection of a hybridoma, and given in the example 2 of cloning 
reference — the antibody titer of a hybridoma culture supernatant — 
measuring — antibody-positive — a well — example 1- (4) was presented at 
cloning according to the approach of a publication. The result, The antifungal 
antibody production mouse hybridoma CA 3-2-12 which shows a binding 
affinity strong against a mannan antigen and CA fungus body was obtained. 
The subclass of the antibody produced by this hybridoma was IgG1 (kappa 
chain). 

(5) According to the approach given in purification example 1-(5) of an 
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antibody, antinode hydration was carried out using the hybrid nude mouse. 
Furthermore, the antibody IgG fraction was obtained with the protein A 
column. About 29mg antifungal unique MoAb CA 3-2-12 was acquired from 
10ml of ascites. 

(6) EIA given in the example 2 of reference was presented with the culture 
supernatant of the mouse hybridoma CA 3-2-1 2 acquired by the description 
(1) above (4) of an antibody, and the antibody dilution curve was produced. 
The obtained result was as having been shown in drawing 2 . Consequently, 
having a strong binding affinity to a mannan antigen was shown. 

(7) 3x106-5x107 heating [/ml ] killed bacteria was added to the hybridoma 
culture supernatant given in the description (2) above (6) of an antibody, and 
it was made to react to it at a room temperature for 1 hour. EIA given in the 
example 2 of reference was presented with the supernatant liquid after 
centrifugal separation. The obtained result was as having been shown in 
drawing 3 . Consequently, absorption of the antibody by the fungus body was 
seen and it was shown that the above-mentioned antifungal antibody is a 
thing to the cell wall mannan antigen on the front face of a fungus body. 

(8) 107 CAs [/ml ] fungus body suspension was added to the hybridoma 
culture supernatant given in the description (3) above (6) of an antibody, and 
it was made to react for 90 minutes at 37 degrees C. The FITC indicator 
rabbit anti-mouse IgG antibody after washing a fungus body was added by 
centrifugal separation actuation, and it was made to react for 60 minutes at 
4 degrees C. Again, after washing a fungus body, it suspended in PBS and 
analyzed by FACS. The obtained result was as having been shown in drawing 
4 . Consequently, although fluorescent staining of the CA fungus body was 
not carried out at all in a fresh culture medium and one to anti-APB antibody 
production mouse hybridoma ATB1 14 culture supernatant, it was shown by 
antifungal antibody production mouse hybridoma CA3-2 -12 culture 
supernatant that the antibody which fluorescent staining of the fungus body 
front face was strongly carried out, and it has combined to a fungus body 
surface cell wall strongly exists. 

[0024] Example 3 By the 0.5microg/mlFITC and 1.5microg/mlTRITC content 
ISUKOFU-hum F12 mixing culture medium, it incubates for 30 minutes and 
fluorescent staining of the 37 degrees C of the anti-APB antibody 
production mouse hybridomas ATB 1-114 acquired in the antifungal antibody 
production mouse hybridoma CA 3-2-12 acquired in the manufacture (1) (1) 
cell-fusion example 2 of the hybrid monoclonal antibody which has 
anti-APB-antifungal duplex singularity, and the example 1 is carried out, 
respectively. Subsequently, after adding an LSM solution (Wako Pure Chem 
industrial KK. sale) and removing a dead cell, both hybridomas are mixed at a 
rate of 1:1 and cell fusion is carried out using PEG6000. 25,000 cells by 
which the double stain was carried out by the fluorescein and the rhodamine 
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by presenting FACS after 2-hour incubation at 37 degrees C — isolating 
preparatively — a degree — as a feeder — mouse thymocyte — 5x105 
pieces / well — to 96 hole microplate which carried out seeding, ten pieces 
/ well comes out comparatively, and seeding of the above-mentioned 
double-stain cell is carried out, and it is cultivated to it 

(2) Present the example 3 of reference further in EIA given [ the culture 
supernatant of the well as which cell proliferation was regarded in one to two 
weeks after selection of a hybrid hybridoma, and cloning fusion ] in the 
examples 1 and 2 of reference, and EIA for bispecific antibody measurement 
which is a publication, and measure antibody activity. Cloning by limiting 
dilution is carried out about the well which showed high hybrid antibody 
activity, and target bispecific antibody production tetra-OMA is acquired. 

. Thus, the subclass of the bispecific antibody produced by the obtained 
bispecific antibody production mouse hybrid hybridoma ACT 1-1.18 was IgG1 
(kappa chain). 

(3) Purification (1) which is a hybrid antibody Intraperitoneal inoculation of 
tetra-OMA of 107 piece / mouse is carried out at the hybrid nude mouse 
which injected 0.5ml mineral oil intraperitoneal^ beforehand. Since storage of 
ascites is seen 17 to 23 days after abbreviation, it is extracted, and it salts 
out with a 45-50% saturation ammonium sulfate, and an IgG fraction is 
obtained. A SPB-HSA joint SERURO fine column is presented after dialysis 
by PBS (pH7.5), and it is eluted with the 0.2M glycine and the 
hydrochloric-acid buffer solution of pH2.9. The hybrid antibody which has the 
anti-APB-antifungal duplex singularity of this invention further with the high 
speed liquid chromatography [ fraction / acid elution ] using a hydroxy 
apatite column is acquired after dialysis by PBS. 

(4) The mannan joint sepharose column produced in the example 4 of 
reference after dialysis was presented with the IgG fraction obtained by the 
same approach as purification (2) of a hybrid antibody, and (3) by PBS 
(pH7.5), and it was fully eluted with the MAPS-II elution buffer solution 
(Bio-Rad make) after washing in PBS. The anti-APB-antifungal bispecific 
antibody ACT 1-1.18 of this invention was further acquired after dialysis by 
PBS with the high performance chromatography [ fraction / elution ] using 
DEAE-5PW column [7.5x75mm; Toso]. The obtained result was as having 
been shown in [ drawing 6 ]. The single peak which shows bispecific antibody 
activity by the approach shown in the example 3 of reference was acquired 
(refer to drawing 6 -(C)). About 1 2mg hybrid antibody was acquired from 
20ml of ascites. 

(5) 107 formalin [/ml ] processing virulence yeast-fungus object suspension 
was added to the purification hybrid antibody ACT 1-1.18 given in the 
description (1) above (4) of a hybrid antibody, and it was made to react to it 
at 37 degrees C for 1 hour. The reactivity of a hybrid antibody was analyzed 
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after washing a fungus body using FACS in the way of example 2-(8) by 
centrifugal separation actuation. The obtained result was as having been 
shown in drawing 7 -14. Consequently, a hybrid antibody ACT 1-1.18 is two 
sorts. Candida albicans They are others although each reacts to TA and CaN 
strongly. It did not react to five sorts of Candida(s). Moreover, Cryptococcus 
neoformans It received and reactivity was shown slightly. 

(6) APB hemolysis was used in order to measure the toxic neutralization 
ability to APB of the description (2) hybrid antibody ACT 1-1.18 of a hybrid 
antibody [a Shiro Yoshioka.fungus magazine and 29,127 (1988)]. That is, 
3x106 washing human erythrocytes were added to APB of various 
concentration, and it incubated for 10 minutes at 37 degrees C. The 
hemoglobin concentration of digestive liquor was measured by 540nm after 
centrifugal separation. The obtained result was as having been shown in 
drawing 1 5 . APB showed strong hemolysis activity by 20 ug(s)/ml [ more 
than ] concentration. Next, the purification hybrid antibody ACT 1-1.18 of 
various concentration was added to APB60ug/ml, and it incubated for 30 
minutes at 37 degrees C. Subsequently, 3x106 washing human erythrocytes 
were added, hemolysis was carried out in the same way as the above, and 
the hemoglobin concentration which separated to supernatant liquid was 
measured. The result was as having been shown in drawing 16 . 60 ug(s)/ml 
APB was completely neutralized by the one to 2 mg/ml antibody. This result 
showed that the hybrid antibody of this invention had strong toxic 
neutralization ability. 

(7) the description of a hybrid antibody — (3) CDF1 mouse (**:18-22g) 
Candida The intravenous injection of the 0.2ml physiological saline 
suspension of an albicans TA 8xfifty percent lethal dose unit (fifty percent 
lethal dose: 50% lethal dose) was given. Two days after infection, 0.5ml of 
physiological saline solutions of APB (40 ug/ml) or APB / bispecific antibody 
immune complex (a mole ratio 1:1, 40 ug(s)/ml as APB) was injected 
intraperitoneally, and followup of the survival rate was carried out till the 
30th. The result obtained using the mouse of one groups [ five ] was as 
having been shown in drawing 17 . Although extension of survival time was 
seen also in the APB monopharmacy group rather than the drugs group 
non-prescribing a medicine for the patient, by the immune complex 
administration group, the improvement was observed further. 

[0025] Example 4 Anti-APB antibody ATB 1-114 acquired in the 
maleimide-ized example 1 of the manufacture (2) (1) anti-APB antibody of 
the hybrid monoclonal antibody which has anti-APB-antifungal duplex 
singularity 50micro of dimethylformamide solutions I of N-(epsilon-maleimide 
KAPURO yloxy) SUKUSHIMIDO ester of 2 double mol was added, and it was 
made to react for 20 minutes at 30 degrees C after dissolving 10mg in 2ml 
(pH5.0) of 5mM acetic-acid buffer solutions. It is 0.1 M phosphate buffer 
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solution about a cocktail. (pH6.5) G-sephadex 25 column which equilibrated 
was presented, and the joint reagent was removed. 

(2) Antifungal antibody CA 3*2-1 2 acquired in the suIfhydryKzed example 2 
of an antifungal antibody SOmicro [ of SPDP methanol solution of 2 double 
mol ] I was added after dissolving 10mg in 2ml 0.05MPBS(s) (pH7.3). It is 
after a reaction and 0.1 M for 30 minutes at 30 degrees C. 50micro of DTT 
water solutions I is added, and it is the reduction back, Sephadex G-25 
column given in (1) was presented, and the superfluous reagent was 
removed. 

(3) Add slowly, stirring 8mg of sulfhydryHzed antifungal produced by (2) to 
8mg of maleimide-ized anti-APB antibodies obtained by production (1) of a 
bispecific antibody under ice-cooling, The overnight reaction was carried out 
As a result of presenting S-sephacryl 200 column with a cocktail and 
carrying out separation removal of the unreacted antibody from a chemical 
bond bispecific antibody, about 7mg anti-APB-antifungal duplex singularity 
hybrid antibody was acquired. 

(4) EIA given [ the bispecific antibody produced by the binding affinity (3) of 
a bispecific antibody ] in the example 3 of reference was presented, and the 
antibody dilution curve was produced. The result was as having been shown 
in drawing 5 . Consequently, the binding affinity strong against both mannan 
antigen of solid phase and APB antigen of the liquid phase was shown. 
[0026] 



[Translation done.] 
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2.**** shows the word which can not be translated. 
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DESCRIPTION OF DRAWINGS 



[Brief Description of the Drawings] 

[Drawing 1] After making the antibody dilution curve (O) and this culture 
supernatant which offered and obtained the culture supernatant of the 
anti-APB antibody production mouse hybridoma ATB 1-114 produced by 
******** 1 for the example 1 of reference in EIA of a publication react with 
APB (25microg/(ml)) of isolation beforehand, (-) is shown, as a result of 
presenting EIA and obtaining. 

["Drawing 2] The antibody dilution curve which offered and obtained the 
culture supernatant of the antifungal antibody production mouse hybridoma 
CA 3-2-12 produced by ******** 2 for the example 2 of reference in EIA of 
a publication is shown. 

["Drawing 3] The heating killed bacteria of CA fungus body is added to the 50 
times many antifungal antibody production mouse hybridoma CA3-2 
culture-supernatant [ as this ] diluent of -12 produced by ******** 2, and 
the result of having offered and obtained the supernatant liquid for the 
example 2 of reference after the 1-hour reaction at the room temperature in 
EIA of a publication is shown. 

[Drawing 4] The heating killed bacteria of 1 07 CAs [/ml ] fungus body is 
added to the culture supernatant of the antifungal antibody production 
mouse hybridoma CA 3-2-12 produced in the culture supernatant or 
example 2 of the anti-APB antibody production mouse hybridoma ATB 1-114 
produced in the fresh culture medium and the example 1 , and the result 
which was made to combine the 2nd antibody of an FITC indicator further 
after a 90-minute reaction at 37 degrees C, and was analyzed by FACS is 
shown. 

["Drawing 51 The antibody dilution curve which offered and obtained the 
bispecific antibody produced in the example 4 for the example 3 of reference 
in EIA of a publication is shown. 

[D rawing 6] The purification result of the anti-APB-antifungal bispecific 
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antibody ACT 1-1.18 given in example 3-(4) is expressed, namely, — a hybrid 
antibody — ACT — one -1.18 — containing — an antinode — water — a 
salting-out — processing — IgG — a fraction — acquiring — further — a 
mannan — association — a column — having refined — after — DEAE - a 
column — having offered — a result — expressing — [ — an example — 
three - ( — four — ) — reference — ] . 

[D rawing 7] To the purification hybrid antibody ACT 1-1.18 Candida The 
result which was made to combine the 2nd antibody of an FITC indicator, and 
was analyzed by FACS is shown after the reaction which added albicans TA 
formalin processing killed bacteria. 

[Drawing 8] To the purification hybrid antibody ACT 1-1.18 Candida The 
result which was made to combine the 2nd antibody of an FITC indicator, and 
was analyzed by FACS is shown after the reaction which added toropicalis 
formalin processing killed bacteria. 

[Drawing 91 To the purification hybrid antibody ACT 1-1.18 Candida krusei 
The result which was made to combine the 2nd antibody of an FITC 
indicator, and was analyzed by FACS is shown after the reaction which 
added formalin processing killed bacteria. 

[Drawing 1 0] To the purification hybrid antibody ACT 1-1.18 Candida glabratr 
The result which was made to combine the 2nd antibody of an FITC 
indicator, and was analyzed by FACS is shown after the reaction which 
added formalin processing killed bacteria. 

[Drawing 1 1] To the purification hybrid antibody ACT 1-1.18 Candida The 
result which was made to combine the 2nd antibody of an FITC indicator, and 
was analyzed by FACS is shown after the reaction which added albicans CaN 
formalin processing killed bacteria. 

[Drawing 12] To the purification hybrid antibody ACT 1-1.18 The result 
which was made to combine the 2nd antibody of an FITC indicator, and was 
analyzed by FACS is shown after the reaction which added Candida 
parapsilosis formalin processing killed bacteria. 
[Drawing 1 3] To the purification hybrid antibody ACT 1-1.18 Candida 
guillermondii The result which was made to combine the 2nd antibody of an 
FITC indicator, and was analyzed by FACS is shown after the reaction which 
added formalin processing killed bacteria. 

[Drawing .141 To the purification hybrid antibody ACT 1-1.18 Cryptococcus 
neoformans The result which was made to combine the 2nd antibody of an 
FITC indicator, and was analyzed by FACS is shown after the reaction which 
added formalin processing killed bacteria. 

[Drawing 151 The hemolysis activity over the human erythrocyte of APB is 
shown [example 3-(6)]. 

rD rawing 16] The neutralization ability to the APB hemolysis activity of the 
purification hybrid antibody ACT 1-1.18 given in example 3-(4) is shown 
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[refer to example 3-(7)]. 

fDrawing 171 The enhancement ability to the APB antifungal activity of the 
purification hybrid antibody ACT 1-1.18 given in example 3-(4) is shown, 
namely, an APB/ACT1-1.18 immune-complex administration group ([example 
3-(7 which compared -) in the drugs group non-prescribing a medicine for 
the patient and (control) (0), the APB monopharmacy group (**), and the 
survival rate) — ] . 
[0027] 

[Explanation of agreement] 

(a) shows the analysis result of a fresh culture medium. 

(b) The analysis result of the culture supernatant of the anti-APB antibody 
production mouse hybridoma ATB 1-114 produced in the example 1 is 
shown. 

(c) The analysis result of the culture supernatant of the antifungal antibody 
production mouse hybridoma CA 3-2-12 produced in the example 2 is shown. 

(A) shows the IgG fraction before presenting a mannan column. 

(B) shows the bypassing fraction of a mannan column. 

(C) shows [refer to example 3-(4)]. [ which shows the antibody elution 
pattern of the elution fraction of a mannan column ] 



[Translation done.] 
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^ypu-i-^mti&Lt^'^-i^^ v F^-c^y F 
-v©fPK(CBl»<-3*>©#a*s&0 C §fr##± 
6:Sa»-^BS-e^,3_3,2 1 7(1 988)4 
i'] , i»rhO*i*ffii>t4J:i*«itf. (DhUISL 
fcHAT«!Stt©JaKt»>JKit , J-4MoAb**a-f*'> 

B rdU £ Bgf Bf C £ *** ^> )»JB©e«jRK|»S«K 

TBSttir'S. |5j«JCHATffititt©5in®!tfMMo 
AbSi^-f^y F-v£8 -7-yy7->(J£TF> AZ 

Gissie-rsc£*5*.2.)ittt£u> t7i<+-y->^>- 

^ 7 ^- > - * X * 'J * h ^ > ^ 7 * ^ — b'^Jfl^ 
fO-WtOHATSRStti^S. ^lr>"Cfl*fetCtie»,»|| 
6*1-5 f h ^ *— ?Z H A T^toigift-r- 
auUtt. Kite <t of !S3tmw©ll#K:*S^te*W-i- 5 ' n 
47V v FMoAb^r^-rSf- 1- 5*-v^^n->jt 
•TS. OttJtl^MoAb^^^^y F-v*7;U* 
U-fe-f> • -fy**i/7*-KOT» FlTCiBSie 
■TSCi*J**)-C«BH/. fc9-^©Cai«W«:SW 
•SMoAb^g^f S'WT'y F-v4f'F5>^l' • a 
jf5>- -fV**S/T*-hCKT. TRITCiBSie 

-fr-f F • **V-*-Cfen\ FACSi^IBT^. 
C£*5*S)CC«l/. F I TC©JffeteJ:0*TR I TC 
©^©mTt^BStcWTSr I- ^^--v^jiSiJ^i'P 

-yitt6cti,oimv$>^>. c*ie.©»f¥K*jws«i 

BSSs-^tc^ ,t B-fe > 9 A 2 Jl/X. P E G & £"©14^ 
$l/<BPEG*!ffll,>f>n, WTK*©-W**Cfi 

4>%6^c©^i^K|!g3£$^a•^,4)©t , B^c^<^ -r^c 
t>%. ^-+i:iSi^i ,ooo~9,ooo. asm o-8 

0%^©PEG*m»6n. jMHffl[*Kl0.5-3 0 
»t?**3&i. »*U>afr©-WiL-C. ^)3 5~5 5 
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%©P E G 6 ,0 0 0 £#J4 ~ 1 OMU. 3 7 "CtW 

[00 1 31 #'J K-v(0i( v f- F-7*-v&£-)©jHR 
IS. ±ii<DHA7mm%®te£-C9mvZ6i)\ COtc 
&8-AZG, 6-?t^T->(6-TG)&SO«5 
- B rdU £"©^«fti£{C<fc '3 > -en^tXCD^Wtt 
ft7Wf£h5. $fcSrU>v-#-©g!l!&»MD2l 

i'AWf>tl5 C B.Suqden 6 : ^^^7- • 7> F 

• • M-ftaJ/-( Mol. Cell. Biol. ),_5 ,4 
1 0(1 9 85)]. S^CirlBUc^JC. gofcgft 
fe^-CffiStSUcW:/'; K-v£I4£U FACS-C- 

ffi^iasti/cwyy ? k ---w^y f— ?=&v-f •* 

>y-T3;/j C L. Karawa.iew 6 : iS-y-tft • 
• -Y A y O • > V X(J .Immunol . Methods 

),9_6 ,2 6 5 (1 9 8 7)) „ /W -/'j FMoAbjg£ 

* V f - -?©* d"j - - > ycc tt«* ©#&#<£fl§-c * 
VUbimg.?*'^?') F-v©**';-.=.>y©fc«> 

©EiA©etffl. 2)Xffi*s^«x®**©*isa*/c 

aawu r p«»ofctajt»»- h s a« 
mrrmi$jstt ; &w-f£'W:7'y » F*^?n-y-*< 

5if*1&H©fcto©E I A. *5l>ti!AKffl^Sv^X* 

n ^ u - h {cfews*±?» ; &^»D L/, *khrp eeat l 

Rttt^U-^Jl^fittttfttHTSE I A, fc<to'cn 

[0014] 'J ? FMoAbrSffiltt©* y F-v 

«lffitt£'C8JJtC3U&3*iS. *P->{ti*tt;fc;i<y F 
-v©JgS±jg{CO(,>rB. ±IS©^a-C-?-©Jnf*ffi?r 

*fieu $3ewjc*fs©W(r>inft*aa-r*#y f-v 

-j FMoAb££#y K-7%RStSci*-C# 

^^©^©ffiiiico^-nj^o^fb^Ki^^ 
(ji^(*ssisr > *~ a t l < immt h u a 
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Fn+J'T' 1 **-* h*7A«)Kttu SWi-TSJnft 

%^siffl»-r s c i*j-c# s. «±o«t 5 

ftKJ:*).. (Uttl y f F 6 
ait-C8 0%#±©l$&©>W7'y 5> FMoAb£#jl - 
5 mcfff 5 C £*J-Ct S . £ fc, 2 0 ml©Ig*k?£A>6«|5] 
tt©!nft*3 - 1 0 mqf#<E>ft£„ «±©<fc 5 K 
ttfcZffi#jiltl£W-fS;W7'y » FMoAbttSfifti 

io (^^»*£')ffia«i'K:j:«3. sM*$j:o*tn:a;as>itc 

Cfl6«*l£M©^^ ^'J ? FMoAbiPJIf© 

t, fSa>©HSSW3(C^bfcf-h7^-vACT 1 - 
1 . 1 8#W6ti£. fcfe. **WMW:/y » FMo 
Ab4S4-i-S#y F-vil/T. CtStffi^SMoAb* 
K— 7itai»W«:»-f*MoAb*a4f* 
;W7*y F-— ?£©•?• h5*-v©W?:Wfe.3i5. —-ft 
20 ©MoAb4g4^4^-f -/y F-"7iffe^©MoAb?rS 
£.tZ>fflmtO h y +-v$>^(,»[3;-en^©MoAb?r 

m^-rzmmzx-y'zti'O ■ ■ ^^^ftfccj: 
waitii fffliasn^L-cfi^ns^-f^y f— 

XmHO^J?') FMoAb5rS^f^4> 
£Ai-C*S„ Sfc. C*T,f>©#'J F-vAW^X I q G 
FMoA b©CtHiSISIS|5(4=&^tf i Ult&aiS 

««*3-Kr*DNA*»f9u. cn«cae?-»f¥a 

30 f|j C Z. Steplewski 6 : 7*a~>-r-f • *y • 

Proc. Natl. Acad. Sci. USA),8_5_,48 52(1 9 
8 8)D *ffll>rt h IgG©3£«««. $6tC!i7b- 
A • ^-J'fflJiS^n- F^4jte-?*^$#. 

[0015] ^fMHcrffi^Stt'W ^y FMoAt* 

*t>li!SJlfflJWi»=l»l#att^-f^y » FMoAbi* 1 
«. l) *|6W©^^^y ^ FMoA b^^feKBJmM^ 

fttmrmmmc tKMmm, cmtfAPB)*a^-r 

•5, 2)8E'W^y» KMoAbifjt*mWi*BI^K:Jl« 

Mo A b£ tnJttffiSiJi ^SJCE 3 -tf*5It>©t/iJl®?PJ£#f5i 

^T-5s fet'OWftff.115. <*6K, *H?l©tn 
50 KM^Sffl^(*ti 2 m&Lt C«* «. CxKB!S A P B ^ 



<C7>)y FMoAb-APBftflia^ftiCi*aK7;U-9- 
it)%**^t)-&-Cffll>-C4>J:<, *fcifi*fctt2« 

<D>U7>) v KMoAb43trfnJCB&ffi8£fttt. 

5fl»B»fp©»K , *n g 4 i > usngosspn 

KltSS *if#4ffl{* ,WKM <b'<bS£U a*» 

b,*a,V**,4X,'7*,*-?,Vt',W,t Ffti") 
CC&# U . A 1**7 > y y S , *'J 7 F 3 * * * S , 7 X 

[0016] *«W©CKBftffia^#©a^*«. » 
a t ft 4 ££ ,£e«* 4 1» tt»#;U- h ft £ K <fc -3 T J* 
ft4*«. *ffi©Ji5A.&&«:» MS-^-f 4i£ 

>W 7*y 7 FMoAbi b~C 1 B^Oiftl ~1 0 Omq 
/kp.StS L<ti^2~3 0mg/ kg. inKlSSU: l/t 1 
0S"3APBt?{3*jO .02~1 .5mq/kq,*f*l/<(i 
ttO .04-0 .5mg/kg£ft4J:5K:tS:#-r4©JW: 
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* fcCvXffl^J. ftJC A P B © <fc 9 «t*t»«tt*Wr 4<b 
^©■Hf^ffl*. **i4®fcr6'W7!/9 Finfti© 
JteSe^K «fc 0 "PfP 0 . KBfciSJB* fc W**£ 

ffiflWS. C©«t5{CAPB©l#-3a*ttjRSB?itt* 
{ctei^rii^ic-e©Stt^c}3fn3tir^4ci«. tie 

10 t^fi-cj: o *s Kfemmtm-f 4 c t 

ftfrofctftJOBW*, JKWO^-f^'Jj KMoAbi ft 

XBfflKc J: &9ftft&Xn<HFtf «Tffi £ ft s„ 
[0017] 

[Jgf60U WTCC#*W • JBSfflCcj: 0*IMfl*#M*W 

{ciftH^-r 4*5, en 6##^©iaffl£$-iM-r4 &©-c 
tffli^nti^ttwiaa, «t© c&n tc^ri 

20 -5ictFK* s iTft*>nr^4„ 

[*1] 



(I FO) 
IF0 No. 



(FR I) 
FERM No. 



502 53 



■7<5X>\-i7V F-v 

AT B 1-114 
v^/W^ll F-v 

CA3-2- 12 50252 
-r-^W^y -j K/W^y F-v 

ACT 1 - 1.1 8 503 43 1 236 5 



306 9 
3 0 7 0 



I F O : ttm&AM8m%m&m 
f r i : mnmmxm&WM 

[ooi8] i fry A»f y ~» BCi($iPjigffl 

E I A 

(Dlii^il©MM 

T. GMBSiBSiei-4Ci*i*4)rvu-f 3 FMbL 
fcAPB£, ^*SPDP<tDTTiT-fllt$ji5f;L/cH 
SAKiBJnU APB-HSAffl£{*£tt$5!Lfc. HS 
A l*;US*)7 .6ffl©APB^*!«iA3tl/c. Hz? 
7 7* ? * X G - 2 5 U v AT*J5to© A P B fc<fc O'KfS 

*i»t?c©sa«^*5o*iq/ini*9 6 
■K-7-i ?uvu- kc i o o yi/^i^ofii^r^fln 

C2) 7-yfe-ra 

te^v^x^^T-y K-vJg«JLj&l 0 0m1?:±IB© 



0.05 %Tween 2 0 2 0 mM <) >&&l£f8»5i8(pH 
7.3; fclT , P B S - Twi B&B#r 5)"C7*U- F£+ 
fctCiSHMft. HRP«B9tf^v$aigGIX»** 

aiu s6«:aat?2^iiBsi5SH±A:. mfflk. &m% 

40 *tf 40 . 1 Mi»i>^«jK?:§^i;KCj)n^. 
■CBJRSJ£%IQlOfc. 1 Ni6»rgj£fP±a. 

+ >(7a-t±K) ; &ffl^'C^g4 9 2 nm-Cir&feS 

[00 19] #^2 ffiXmattMaBE 1 A 

aMilHM©^! 

CA©fMt-h^-»12 0-C, 9 0^) 

-mmc8 ■. immicffiTLtc. m^sm». 
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0 0 HQ/m"l£9 6?\V-fi7D7'U- FCtl OO^I/v" 

x juoMg-cttJii o H*afiiisi*ai« o it. 

[0020] #4WI3 fit A P B - fcjffl-ffi#g|ttffi 
fttJgfflE I A 

co flHSiiSBg 1 _ wcfpsi ifcAPB- 
HSAffi^{*%tr*?->j£14{tixf- »*-ttH) 

(2)7Vfeii 

#*W 2 - CO?ffiH Lft^>t IsftjnSfE v Op^ 
U- F Ccrfi^t4tn<*SW^iS 1 0 0 ji 0. 
S«t?2«lia5l£3-Sfc. PBS-TiVC7 - U- FSrft 
CVCfW Uc V* * >it A P B - H S A«£# 

*»Jni/£firi«*niKie3ttfc. s&kpbs-t* 
u aa-cisjiHsissti-fc. stated o/cnaastt 

[002 1 ]##«&I4 •?>:/•>• *5A©jlgi 

hy-ZATlMt-HStO. ^CfcT^fb FS£EAH 
-t7rd-^4B (7T^v->7liS!) 

®co • *S£3-tffc. ^-e^r-Mb* 1 ?^ F U^a-c 
jf7cL/. ■?>t>*S£-fe7rP-*£{i:§40/c. 
[002 2] UtiM 1 vy^fiAPBftxftg£/W7- 

GMBS-CvU-f 5 K{tO/cAPB 1 .8mg£, ^feS 
PDPiDTTiT^^7b KUMbt/cBSA 10m 

2 5*7 A-cfflsw*. a p Bts^a*9m*iRffi-caws 

UctCh. BSA l*;l^ 6 .SfiCAPB^H 1 ** 
*£A3*x/c. 

(2)^ m 

A P B - B S A*S£(* 1 mq/m^MAi&^-mcmmO 
70 4 > h3c±Ty»'0 FSrJjQx.. V7X(0.1mq/ 
0 . 2 ml/V> X)©WSWJ <tO t Bai5KT^O*ffi4BB>& 

^O^Jjiit, 2-3ilSpc4lsitgttl<HJi£Uc 

4@©jitt5fes i o mm. #^f*i i ccie«©E i a-c 

&A©Mi«n{*fffi£^Uc<If*K:-x>-c. (5]dapb- 

BSA$£f*(2 0 0 yq/0 . 1 ml£a*tt*/V7X) 
£fSW)&^L/c. 

(CfcOSSSU fcC^l 0'ffl). &l>r-79**BB*fflJS 
(P3U l)2x 1 0'®*®mb, PEG6000£ffl 
l>T*-5-£5;l'*$U>©:££[*-?- + --(Natur 
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e). 2 56 . 49 5(1 9 7 5 )]Ki£DT«IS£CC<ftl, 
tc.MG1&7&> IMfiWIttt • T 5 7 7" 

f 'J 5 ^>£gif. t,>fo«9>.5HATiSifc4KC 

saaao. 1 oBfflig#uc stinoaHiwtt 

(4) ^7* 'J K--7©i§}KfeJ:i> , »P-->y 

10 Uc. «f«:«^llS©5Sl>tn**«4*i^-f T'y F-v 
K^lvcRJMM?ffiK<fc**n-->*4ISftU JnA 
PB*7 7P-t;Uin<*jS£v';>*;W7'y K--7AT 
B 1 - 1 1 4£f#/c. #>W7*'J F-v©g£f 
©l/T^^a I qGtCKifO-Cifcofc. 

F'V'i'XCJcl : AF-nu)CCl 0 'fl/EOv^T^W 
7'J F-VATB 1-11 4£JIJi£pW?L,/c tfjl 0 

-2 0 B»«:n*©afiB*iji6tifc©r*ti*siRo. 

20 4 5%ISffl6SIS7> ; t^'i7A-CiS*Ttr I qGij#£f# 
/Co PBS(pH7 .5)-r-SW^> 7*0 f- -OA/75 AK 
«L>,pH2 .9©yy-» • tSi!««jR-C?gaiLffiSSan 

f*^f#/c„ 1 0 mU 0 &3 4 mp©SiA P B13^5"J> 
XMoAb ATB 1 - 1 1 4£IRf# b/c. 

(6) ift©iao3 

±IB(4)-CKf# 0/cv?X/W 7<; F-vATB 1 - 1 
1 4®tttt±]ll*#*Ml CClEttOE I AtC«l, fiif* 

V&itc. -eo^ll. R(*ATB 1-1 1 4»3 ,0 0 

(7) tnf*©ttff(2) 

±ie(4)-CKff l/Zcv^X^-f 7*'; F-VATB 1 - 1 
1 4©£#±if£i£!»©APB(2 5 uq/m^t^WC 

iB$p5jgic;$ti, ;xi»"c*©ae«*#wiitciffltt©E 

I AKilfc. ?#en/c*S*ttE 1 tC^L/cjiOT-^o 

/c -e©^. aat©APBKj:5«^wis^ffl**ja 

±f2©5if*ATB 1-11 4*SAPBK:!|$g-M'r 
*SCi*^$tl/c„ 

40 [00233 mmm2 -cry f-v 

©fEM 

a) lfejgjg©ji|i 

5feSlf> 4 L/ rflUKWa* «t W > t >tnd© 2 9<MKBt 
*fflt»fc. DnSiJEMBCAOiift*! 0 0 , C-C2^.«Ji 

aa. sfeffiAtSTk-cgfe^-rsciccfcOfpuo/c. v> 

^>CUB«*#*«2 - (l){C^L/c^ffir-fPKL/c„ 
(2)ft g 

J)0»?EK 1 0 ' m/m\ PBS Siii^tC^a© 70 -f > F 
St7y a /<> F^flDAr, -7-^^(1 0'(i/0 .2ml 
50 /v-7X)©W3Bte£0'HSC£T(Cft£Uc. 3ilR5)^ 
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(C|5jfi©Jm$5EiI£ 7 D ■{ > h y^OhiS 

0.2«l/-?$X)*2-3|5|ftSLfc. lOHfttC. # 
*W2CC^0 fcE I Ar**©JilM15i{*lffi£^UdI 
(*K-5l>t, |S)G-7>^>Jn^(l 0 0/Ltq/O.lml 

/^A)*»isi*ji9:#i/fc. 

(3)lit 

H*S0fll - (3)K8Ett©*ffi«:a£l>iaSLA:. 
#*W2tctEtt©E I AKiD'WT'y F— ^Mth» 

>ct/^fe <fc?>'c AB(*«:?it«,>s^s6%^-rinjt«ia 

fomL-? <<7V F-VCA3-2- 1 2£f#fc. 
fc/Wtf'iJ F-vfc«fc0j^3ttStntt©-y-:/?5;*tt 
I qG,(/c!Sy?£>-3/c„ 

Utt^ i - (5){cteK©^ccaec> t a^ij. ; f^ 
-F-7^x*fflt>-ciS*{b0fc. S6CC7"af-^>A* 
5AKJ:0Ci*IgGB»*»fc.E*l 0mU*)tt29 
mq©taKffi#SMoA b C A 3 - 2 - 1 2 fcftfi l/fc. 

(6) fitt©ttttCU 

±ie(4)r-Wf ofcvc.*'W:7y f-vca3 -2- 

1 2©i£«|±?S£. #^W2CCiat8©E I AK&Oinf* 
#RlftS*ft* Lfc. tifclSSttH 2 KipL fc* "3 
■C*o/c„ *©IS*. v>^>tnJI^©&l>IS&«fc£*r 

(7) ffift©ffl*(2) 

±ffico«:i2tt©^-f F-7Stlii»K3x 1 o'- 
5 x i o 'fi/miojn^EM^^sni/^iar 1 b^kis 

Sttfc. *©±»*#««2{CSBttOE I 

A tC&Uc. &6tifc*S£l*EI 3 CC^ Lfcil <3 V3b -> 
1c. ^-©fSm> lSfttc£Sffift©!ftiK#ji&ft. ±8B© 
tnH8lntt#fift«IIi©«g v >t >!Sfl|K*t-r & 6 

©-e&sci^snfco 

±iE(6)Ccie«K©>w:/y F-v£»±r»«: i o'ffl/ai 

©C A»ttSSHtt*8HH 3 7 -CT 9 0 #IBKl£i* 
fc. &4>#IISJimciyffi{*£ftm F I TCttMW 

I?t>'ffi(*£i5fc?m PBS (CSS L F A C S tc <fc 

<o mtt b fc. f*6tifctt*»ia 4 cc^ t tea »» -e* - j 

fc. *©*S*. «#lg»*f«tC«ftAPB!n«:ffifev->^ 
F-7ATB1 - 1 1 4«*llriiCAlH: 

7'jf-vca3-2-i 2t%m±.ffi-cimfcmwi> i & 

[0 02 4] »tW3 ffiAPB-Ci3IMrattatt* 
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(1 ) MUSHES 

Hffiffl 2 -CKff L fcinHffitt<*jl£v <5%j\4zfV F — 
•7C A 3 - 2 - 1 2 fciO'JIJStfll 1 t?fRf#Ud7iA P B 
m*&.W-Z."4 7 l ) F-vATB 1-114*.* 
*V?ft0 .5 ap/mlF I TCfciO'l .5 Mp/mlTR I 
TC#W^^37-^AF 1 2S^»t?3 7-C.3 0 
am-fV+aLt-hU ^*^fe-T5. *1>-C. LSM 
<fn#K*I*K.K.*3S) *»Jnb5EttlB*»4 
10 Ofc©%. Wa^^'JK-7*1 : 1 ©*(ISTiHf . P 
EG6 0 0 0*fflt^"CiSffl^i4^T^„ 3 7*C"C2I#IBW 
FACS(C«-rsciKJ:"37;l/*U 
*4>fcJ:tfU-#5>ri^&3tifcf«S2 5 ,0 

45X1 O'l/^iJWJSfflL/fcg 67v:W >P7 - 1/- 
FtC. ±IS©r©kfefflJIS£l 0<I/$x;KDfH£-C« 

fl VW^y ? F • ;W7"y F-v©jg^te.J:a^P- 

20 tt&& 1 - 2 i@-CttMSiim©# 6 ftfc 9 X )MDt§m±® 
*&%mi fc<fctf2 (ciSKOE I A,3 6{c##(?iI3tc 
ISt?©-fi^145if*ffi'JSfflE I ACC^Lrlnf*rS14?: 
Me-f*. i^-'WT'y ? Fftftffitt^Lfc^x^K: 
•oi»-CK^#Siffiic«tSi;a-x>y*||Jgb. §W© 

zmvimwmm&T- y **- v«rsts. c©<k 5 

/W:/y F-VACT 1-1.1 8{C<fc»3S^3h5r. 
m&m\±Vi»<DV7 , ?z>MZ> I pG, UiK) "C*o 

te„ 

30 ( 3 ) y KCiftflDflHHcn 

wo .SfliittttiRewa^o^-f » f • 5?- 

ST^. ^17-23 B!&tCtt*OHf»B*»*6hS©'C 
-g-ti^ffBXL. 45-5 0%fiSiffl5SKT>*x-?A-Cffl 
ffLri gG®ft%mZ. PBS(pH7 .5)-C3im 
SPB-HSA^-bJH37T-<>*-5ACC«L. pH 

2 .9©o .2Myy-» • mmmmxtem-*. mm 

40 ^bj©5x a P B -tAKffi-mt$lltt£*-f ^ y •> 

W £±7Vj> FCi»<Pffi»C2) 
C3)tiaitt056rffi{CJ:*)»6nfc I gGffij#£PBS( P H 
7 .5)-ca*rfft. #*W4-Cfn*UA:v>^>e^-b7 
Tn-*#7ACCgtCPBST+#ttSfcMM£. MAPS 
-IlSffliiS« (^-f^-; FttH) -CjgfflLfc. Sffi 
d^PBS-CjSW^. §6tCDEAE-5PW^5-A 
C 7.5X7 5mm; h-V-d*)D *fflC^-5iffiji«f*f 
D7F«7^ -tcj: 0*IWO«[A P B -CKSZJB 
50 *S«ttJa#ACT 1 -1.1 8^^ff Lfco S?»ntetS 
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fttt (06] (,C7nbtcm-C$>->tc. #^W3{CtSO/c. 

»ffi-c-fi#jittK#}Stt*^r#-©t:- *#»6n 

fc (06- (C) #BS) . Jg7k2 OmUOftl 2mfl©" 
JdB(4)(CEtt<!)fflK'W?U ? Fiff&ACT 1 -1.1 

8 tc. io' a/mi©* v ij >5aa^Mtt^eetWi 

MK£8MDU 3 7*C-ClB#P5SlSS-t*fc. jfrCi^MQft 
fptci f) nsfiWl 2 - (8)©fi«r^ -J 

') v Fin{*©5tfctt* F A C S tfflOTIBtfl/fc. 96 10 
ftfc£ft«07~l 4fc>S0fcjl>)-C*^fc. *©IS 
ft. /W^l/'? FtnftACTl -1.1 8tt2ffi© Cand 
ida albicans T AfcNfctf CaNtC«l,v3*tlfc3&< Rj£ 
•f ffe© Candida5ffiCC«KlfcO&fr-?/e„ S/c, 
Cryptococcus neofonrans tC^tU"Cli*Dt* ^{Cjgfttt 

(6) £W£U y FffittOttftQ) 

^-f^y s FfiittACTl -1.1 8©APBtC#hr& 

«tt*«rt8*iis&r s a p Brtifiisc&^fjffl o tc 

CoKI&fi[56 : SEMIS, 2JL 1 27 ( 1 988)]. 20 
f Sffl?flS©APB{C?5fejf t F^lM$3 x 1 0 

'fi£jSyjn(/3 7-C-Cl 0#PdW F Ltc. j§ 

-MHi». ±r»if©^*yntr>?(ga?:5 4 0 nnfCiMS 
Uc. ?S6tlfc*Sft«0 1 StC^UcaOffto/c. A 
P Btt2 0 ug/mlW±©jgaf5St,»)glfiir§tt*?n t/fc. 

A P B 6 0 ucj/ml Kffl * ©igg©f|§^ -f -/ F 
ffiftACT 1 - 1 .1 8 48SJBU 3 7°C-C3 0#P E H 
>+ A -^-Fbfc. ^C^fSt^t hft!h®3 x 1 0 ( <I 

ffliitc^*yu\z>i8g.imfcLtt. mmm 1 etc 30 

mlfclH'Sn /c. tnft 1 - 2 mq/Vl-e 6 0 ug/ml© 
APBi^tCcfifQO/c. C©*Sft*>6. ^HWO'W 

fc. 

Cn ^A? 1 ) y Ffiltt<Pttft(3) 

CDF,v^^ (? : 18-22?) K. Candida albic 
ans TA 8 x L D,„#{4 ( L D so : 5 0 %SSES) © 
0.2ml£3AS;^.i§«£ftIlRi£ftUc. &£2 Bf£ 
KAPB UOuq/ml) t> L < «A P B/nffiSHtttrt 
f*ft$lS£f* (*^it 1 :■ 1. APBi LX4 0 ug/m 40 
1) ©^A^i^0.5an*JKBrt«#U 
SOBtrtBIWSUfc. li¥5E©-?9*£ffll>T{# 
6*l/c*Sft«01 7CC^L/cjl0r-*o/c„ APB^SPJ 
»5»Kfct>T4>*SI#S:5»J: 0 fc£i?BSfc©5Ig# 

[0025] fttem pia p b -torargftatt* 

(D fii A P Bfittt©v UjJ Fjb 

ISM^irBSt/MiiAPBtattATBl - 1 1 4 1.50 



tfKFPS- 1 99 894 
IS 

0 mg£ 5 nMmmmmCpH 5 . 0 ) 2 ml tC£M&. 2 (g 
t;l/©N-(£-?l"f; F^77'D-f d+->)^^->5 F 

3 0TX2 0#R8Jgj£3tbfc. Jg(6igjfr£0. 1M'J> 
BE^ffifS (pH 6 . 5 )-C¥8Ht Ifct^rf'^XG- 

(2) jKlEM^g^k2 b t 'Ukte 

HJStffl 2 T? Kff UcBaWfffi&C A 3-2-12 10 
mg£2ml©0 .0 5 M P B S (pH 7 - 3 )fCj£$?f£. 2f£ 
^©SPDP^if^-^^S 0 vMmMLtc. 3 
0'C?3 0#ffl£l£;?£. 0.1M DTT**«5 0iil 
Sr^ftioa^. (l)KllBlS©-b7Tf t 5»i'XG-2 5 
*5AtC«0T®fJ©f^£l$£t,;fc. 

(DTif/cvu-r 5 FfttnAPBinf*8mgCC. (2)-Cff« 
UfcX;U7 t F U-iMtfiijtffi8rnq£*?%T8H? L&#6 

*"j;i/S-2OO*5A«:0iU *Slc£;©Ci<**ft^i|sS 
^nS#^ttin(**6^l8l^*Lfcfeft. <5j7mg(OtaA 
PB-fiJlffi-ffi^Iltt'W^ 1 ; F«tf**IR8t,fc. 

(4)^sigtt^MM°l 

C3)-efHH ufc-ffl»att5i«Et #*w 3 cciets© e i 

A(C«OISflE*«fti»«rffliOfc. ifeft«05tC^Ufc 

ii«j-c*ofc. -e©*Sft. iti©v>^>ctji*j<fcy ; fS 

ffl©A P BCUSl©W*K:*t»^fiE*wLfc. 
[0026] 

l® 1 ] BftffiPUl -CfBHOfc!SAPB!tt(*afifev?^ 
^-f ^'J F-vATB 1-11 4©lg#±rf 1 

*±jft*^»iaSI©A P B (2 5 ycj/ml)iSlE$^fc 
©<3. E I A{C«L-Cf#fcifSft(«)4^-r„ 

[02] ^mmm-cnmuctKmmm^^T,^ 

F-VCA3-2 - 1 2©lg»±?fl?r##t! ? l|2CC 

[03] tinted 2 r fEK U fctnXiSlA{*Ki-7 ■> ^ / > 
-/y; F-VCA3-2- 1 2©J8*±»5 0 8#** 

(cc Aa»©»i«»E«*»jini/Tsa-c 1 

-e©±?if£#^f*l2CC!et)(©E I AtCttbrf#fc*Sft?: 

[04] mmm. mmmivimucViAPBin^m 

F-vATB 1-11 4©£S±ri?$ 

fcttfttew 2 r^su L/ ictKsmmm'i.-? v*>^7<) 

F-VCA3-2- 1 2©ig«±r»iCl 0'H/ml©C 

Am^omtmmi^mb^ 3 7 -cr 9 0 s 

^fL-it^ft^^l". 

[05 ] *J£pil4-C( ; f«L/c-fi^i4!S(* : &#^3 

[06] ftispn 3 - (4)ie«©$iA p b - fiats -ffifif 



(11) 



15 



uttftftA c t 1-1.18 (onw&mzm. ttit> * 

;W7y? FftftACTl - 1 .1 8£#WT6J« 

[07] tm>U7<) •> FfcxftACT 1-1.18KQ 
ndida albicans T A frfl ~? 'J >$5H5Ell£8?ift] l/fcJS 
F I TC«a*2taft4*S£i*tfFACS«:J:«J 

[08] fHW^y 7 Ftaf*ACT 1 - 1 .1 8JC Ca 10 
ndida toropicalis^^v 'J ^feJUEBi^HLfcJglt. 
F I TC«SW2ffittfttt£3ttFACSK:j:»)JB 

[09] ffl»»W:/y ? KJa*ACT 1-1.1 8 iC Ca 
ndida krusei tfJUv 'J >&JI5E8£8yjni/fc5[6f&, 
F I TC*aMII2tSftS:ft^SttFACStCj:»)lBKb 

• [01 0] flIK/Wyy? KlfiftACTl - 1 .1 8K 
Candida qlabratr * 'J >J!iffi?Effi£!$7Jl] L fcStc- 
a. F I TCt8a»2jSft:4S6S#FACSK:j:»)IS 20 

[011] fflH'W? 1 .; KJSftACTl - 1.18K 
Candida albicans CaN*;l>V y >#i}15Effl£i$JjnL 

fcsjea. f i t c mmi 2 tS#**S^S * F A C S CC 

[012] fl«'W7y* KJnftACTl- 1.1 8K 
Candida parapsilosis^Uv 'J >fcyUEffi£®JnJl/fcE 

f i Tc«aK»2ta#*^3«FAcsK«j:») 

[013] fiiSW^y » KffiftACTl- 1.18K 30 
Candida quillermondii *;l<7 y >MS5Effi£?$}jni< * 



W5- 1 99 894 
20 

tcm&. F I TCffl«!ll2ttfl:**S&3'&FACS{C 

[014] fflH^W^'Jj FtnttACTl -1.18K 
Cryptococcus neofonnans Wv'J y&WKM*k'&M 

ucstBft. f i t c 2 m**m% * * F A C S 

[015] APB©fc Hl«jlU|MCJWS»ilJStt*S"J- 
CHtt«3-(6)J o 

[016] £ffeffl3 - CQtceflKDflNH'W ^y » Kin 
ftACTl-1.1 8<DAPBgjfll?Stt«:*fr-5*fP^ 

[017] HS&0II3 - (4)Ke«0»Jl'W ^y ? FUt 
(*ACT1 -1 .1 8<DAPB}nXBr£14tC»-r5l^ 
tttSVT. APB/ACT 1-1.1 8fcS 

a^tt«^s (•) *. mwmsm (a>ha-;u> 

(O) *J J: Cje A P B *»Jt9:^W (□> i&?f*CC*jl,>r 
ifc«l/fc CH*S«3-(7)J. 
[0027] 
[#£©1*18] 

( a ) «SPf«^tfSO))l«Titt**^-r. 

(b) %mm-c{mbtcmAPBtKfcm£.-?vz»<( 

^"JF-vATBl-ll 40JSS±»0»#SB««:^ 

(c) m&m^ftmucVi%mtKwmL-?*)*"4-? 

y K - 7C A 3 - 2 - 1 2 ©Jg*±»Ojl?*flS**^ 
(A) «V>y->*/7AtC{tt"f £b«© I qGil^^^ 

(b> iz-?>i->i]7 Aomrn'om^^-f. 



15] 



[016] 
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[04] 



200 
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[B8] 

400 1 




(16) 

[010] 
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